and DKO (n = 6, n = 5) mice in fed and fasted states. and 8 mice fed a high fat (60 kcal%) from the age of 6 wk (Research Diets Inc.) and maintained in the BIDMC animal facility until 20 wk of age. Cohort 2 was similar except they were maintained until 17 wk of age and have been previously described (Ramadoss et al., 2010) .
Cohorts 1 (males and females [female data not shown]), 2 (males only) and 3 (males only) of NPY/MC4R mice were generated by crossing the previously described mice heterozygous for or by asphyxiation with CO 2 (HFD cohort 2 and NPY/MC4R cohort 3) (Astapova et al., 2011; Sugrue et al., 2010) .
Glucose Tolerance Test
A glucose tolerance test (GTT) was performed on male mice from cohort 1 at 15-17 wk of age.
Mice were fasted for approximately 16 hr in clean cages and their fasting blood glucose was measured using a glucometer (OneTouch Ultra, Lifescan, Johnson and Johnson). Mice were then
given an intraperitoneal injection of dextrose (1mg/g, Baxter Healthcare Corporation) and blood glucose was monitored over a 3-hr time period.
Insulin Tolerance Test
An insulin tolerance test (ITT) was performed on male mice from cohort 1 one week after the GTT was performed, at 16-18 wk of age. Mice were fasted for 4 hr in clean cages and blood glucose levels were measured. Insulin (0.5 units/kg, Humulin R, Lilly) was then injected intraperitoneally and blood glucose was measured over a 3-hr time period. Additional ITTs were performed on Mc4r -/-and DKO mice using a dose of 1 unit/kg of insulin to determine the relative degree of insulin resistance between Mc4r
